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Figure S1. nSMase inhibition blocks TNF-a mediated CD11¢c expression in Thp-1
THP-1 cells were cultured as described in the materials and methods. Cells were
pretreated with nSMase inhibitors (GW4869: 10uM), nSMase agonist (DNR: 80nM) or
vehicle for 1 hour and then incubated with TNF-a for 2 hours. (A) Cells were
harvested and mRNA of CD11c was determined by real time RT-PCR. Cells were
stained with antibodies against CD14 and CD11b along with matched isotype
controls. Surface expression of CD14+*CD11c* were assessed by flow cytometry, (B)
data are presented as a bar graph of mean staining index, and (C) representative
histogram. THP-1 cells were pre-treated with aSMase inhibitor (lim: 20uM) or vehicle
for 1 hour and then incubated with TNF-a for 2 hours. (D) mMRNA of CD11c and (E
and F) surface expression of CD14*CD11c* cells were determined. The results
obtained from three independent experiments with three replicates of each experiment
are shown. All data are expressed as mean £ SEM (n = 3). *p<0.05, **p<0.01,
***p<0.001, ****p<0.0001 versus vehicle.
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Figure S2. TNF-a did not induce IL-6 in human monocytic cells in vitro.

Monocytic cells (THP-1 cells; human primary monocytes) were incubated with vehicle,
TNF-a (10ng/ml) or LPS (20ng/ml; as a positive control for IL-6 production) for 12 hours.
Secreted IL-6 protein in culture media was determined by ELISA. (A) IL-6 secreted by THP-
1 cells and (B) by primary monocytes. The results obtained from three independent
experiments with three replicates of each experiment are shown. All data are expressed as
mean = SEM (n =3).
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Figure S3. CD11c expression on the CD14+ monocytes from Lean, overweight and
obese individuals. Cryopreserved PBMCs (Lean 3; overweight 3 ; obese 3) were
thawed and washed three times and cultured as described in methods. Cells were
stained with antibodies against CD14 and CD11c along with matched isotype
controls. Surface expression of CD14+CD11c+ was assessed by flow cytometry, (A)
data are presented as a bar graph of mean staining index, and (B) representative
histogram.
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